Supplementary Figure S1. IP3R1, GRP75 and VDAC1 form a complex and interact with PDK4 in MAM interface, Related to Figure 1. (A) Immunoblot of subcellular fractions isolated from C2C12 myotubes. (B) Validation of interaction between MAM proteins IP3R1, GRP75 and VDAC1 by in situ PLA in C2C12 myoblasts (Scale Bars, 20μm). (C) Co-IP with GRP75 antibody in C2C12 myotubes. (D) & (F) Validation of IP3R1 and GRP75 knockdown in C2C12 myoblast. (E) & (G) Evaluation of IP3R1-GRP75-VDAC1 interaction after knocking down IP3R1 or GRP75 by in situ PLA in C2C12 myoblast (Scale Bars, 20μm). Following bar graph represents the quantification plot of in situ PLA blobs of each respective panel. (Mean ±SD of n=3 of more than 30 cells per experiment; *P<0.05, **P<0.01; Student's t test) (H) Evaluation of interaction site of PDK4 with MAM proteins by aligning the in situ PLA blobs with mito-GFP using confocal microscope (White Scale Bars, 10μm; Inset-Yellow Scale Bars, 2.5μm).
(L) IP3R1 and VDAC1 interaction were examined by in situ PLA in siCon/siPDK4 transfected C2C12 myotubes after incubating with 0.25μM Tg for 6 h (Scale Bars, 20μm). (Right) in situ PLA blobs quantification (Mean ±SD of more than 30 cells per condition; **P<0.01; one-way ANOVA). (M) C2C12 myotubes were transfected or transduced with siGPR75 or adeno virus (Ad) PDK4 or both siGRP75 and adPDK4 followed by treatment of 0.25μM Tg for 6 h. ER stress marker, CHOP expression was evaluated by immunoblot. (Below) Quantification (Mean ±SD of n=2, *P<0.05, **P<0.01; one-way ANOVA). (N) Schematic representation, showing that PDK4 enhances Tg-induce ER stress through induction of MAM formation, possibly via a feedback mechanism induced by enhanced generation of mitochondria ROS. Whereas, suppression of PDK4 reduces Tg-induced ER stress by attenuating MAM formation
